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Introduction
Angiogenesis and liver vascular damage in chronic liver disease are usually related to progressivity of Liver Cirrhosis (LC) and Hepatocellular Carcinoma (HCC). The occurrence of angiogenesis modulates portal-systemic collateral forming and increases splanchnic vascularization. Stimulation of progressive hypoxia in the hepatocytes can induce the neo-angiogenesis process. Vascular endothelial growth factor (VEGF) is a dominant angiogenesis factor beside other factors such as: cytokine, chemokine, angiopoietin-1, CD40-CD154, and fibroblast growth factor. There are some conditions that may turn normal hepatocytes into malignant cells, such as: cell membrane degradation, hypoxia in center of tumor, mutation of oncogene and tumor suppressor gene. Increasing VEGF in chronic inflammation of hepatocytes can be induced by hypoxia-inducible factors (HIFs), as a consequence of chronic persistent hypoxia [1] [2] [3] [4] [5] . Excessive VEGF expression is related to increasing micro vascularization, metastasis and decreasing spontaneous apoptosis. VEGF receptor-2 (VEGFR-2; Flk-1) is a major mediator involved in mitogenic and angiogenic processes during transformation and tumorigenesis [6] [7] [8] .
The occurrence of VEGF gene polymorphisms can induce either an increase or an inhibition of VEGF secretion, and altered promoter activity. Most researchers agreed that VEGF gene polymorphism is related to clinical pathology, mortality, and recurrence of HCC; even though prevalence of genotype, allele, and site of the polymorphisms are still in doubt. Kong et al. (2007) studied a total of 19 allele VEGF gene polymorphisms in HCC, these findings suggest that the -2578 to -1498 region of the VEGF gene showed strong linkage disequilibrium (rs699947; rs1005230; rs12210204; rs833061), and VEGF polymorphisms located at promoter region were associated with HCC progression [9] . Similar study by Wu et al. (2009) studied in 7 polymorphisms of VEGF gene of HCC patients (rs699947, rs1570360, rs2010963, rs3024997, rs3025010, rs3025035, rs3025039), the polymorphism rs3025035 located at intron might be a potential genetic marker for HCC recurrence [10] . Wu et al.(2013) studied in twelve polymorphisms VEGF gene on HCC and chronic Hepatitis B (CHB) patients, and only six polymorphisms (rs833061, rs1570360, rs2010963, rs25648, rs3025040, and rs10434) were significant different in genotype distribution [11] . The distribution of region identified only two single nucleotide polymorphisms (SNPs) at promoter region (rs833061 and rs1570360) were associated with susceptibility to HCC compared to chronic hepatitis B patients [11] . The occurring of SNP VEGF-634 (rs2010963) G>C located at '5UTR in some malignancies but not liver cancer can predict survival and genotype GG acts as a predictor of mortality and recurrence [12] . Our previous study mentioned that genotype GG of the VEGF SNP -634 (rs2010963) was the dominant genotype in severe CLD and HCC compared with healthy [13] .
As mentioned to above studies of SNPs VEGF rs69947 located at promoter region, the role of SNP at -2578 A>C, genotype CA, and allele A as predictors of mortality and recurrence in HCC are still debated. The distribution of genotypes based on Kong et al. [9] and Wu et al. [10] studies revealed that CC genotype (52.9%; 52.2%) is the dominant compare with CA (39.9%; 43.5%) and AA genotypes (7.2%; 4.3%). The result of survival rate analyses in Kong's study mentioned that genotype AA (-2578) (HR 1.69 (1.08-2.63); P = 0.020) can be a significant predictor survival compared with genotype CA (HR 1.19 (0.93-1.54); P = 0.163) [9] . However, the recurrence rate was mentioned in Wu's study there were no significant different between genotypes [CC (45.8%), CA (50%) and AA (4.2%); P = 0.414] and alleles [C (70.8%) and A (29.2%); P = 0.401] [10] .
According to our knowledge, there were few studies focusing on an association between SNPs VEGF gene with progressivity factors in chronic liver diseases to HCC [11, 13] . The aim of this preliminary study is to explore the differences in polymorphism of VEGF-gene rs699947 in chronic hepatitis (CH), liver cirrhosis (LC) and hepatocellular carcinoma (HCC) patients in Indonesian population. The findings of the study can possibly help to predict the occurrence of HCC illness progression from CH and LC. 
Materials and methods

Patient selection
Patient eligibility
Patients were considered eligible if they met the following criteria: Adult (>18 years old); Chronic Hepatitis (CH) patients suffering from chronic active disease caused by HBV and/or HCV (based on viral load and liver ultrasound (US)); Liver Cirrhosis (LC) patients diagnosed under clinical criteria, laboratory examinations, and liver-US; HCC patients diagnosed under clinical criteria, laboratory examinations, liver-US or 3 phase MSCT-scan, and fine needle liver biopsy. Patients suffering from upper gastrointestinal bleeding were recruited after the bleeding stopped and were in stable condition. Patients were considered ineligible if they were suffering from at least one of the following conditions: hepatic encephalopathy (grade III or IV); severe sepsis; comorbidity with kidney failure, heart failure, obstructive lung disease, HIV, and/or extra-hepatic solid tumor. Healthy subjects were enrolled in the study with the purpose to determine the sequence of DNA VEGF gene targeted as healthy control specimens. The criteria for healthy control were healthy adult (>18 years old) with normal body mass index, no smoking, and no drinking alcohol; and without any symptoms and signs such as: chronic infectious diseases (HBV, HCV, and HIV), hyperglycemia, and hypertension. All criteria's were determined by clinical and laboratory examination.
Study protocol
Patients who met the inclusion and exclusion criteria were recruited after they signed the informed consent form. Baseline data of the patients were recorded and 10 mL blood sample was collected for laboratory examinations [liver function test, thrombosis and hemostasis test using International normalized ratio (INR), blood count, HBsAg, anti HCV, and alpha fetoprotein] during admission at the beginning of the study. One week after the admission, 2 mL blood sample (for DNA isolation) was collected from each patient. DNA isolation from EDTA blood was examined using Wizard [14] . Primers of rs699947 (located at promoter, 285 base-pair) are:
Sequences of targeted DNA VEGF gene were examined using DNA Sanger-Coulson sequencing technique (Applied Bio Systems chromatography 1 ; USA; www.lifetechnologies. com).
Study design
A cross sectional study with consecutive sampling was conducted, without matching of age and gender. Study population was subjects suffering from CH (39 pts.), LC (39 pts.), HCC (45 pts.) and healthy subjects (59 pts.). Independent variables were polymorphisms DNA VEGF gene rs699947 such as: SNP located at -2578, insertion and/or deletion (I/D), and haplotype. Dependent variables were the diseases (CH, LC, HCC, and healthy condition), and confounding variables included age, gender, and etiology of disease. A sample size/power calculation was calculated using formula:
where a standard normal variate Zα at 5% type 1 error value (two-sided) was 1.960. P was an expected proportion in population based on previous study, Q was (1 -P); and d was a precision decided by reseacher, respectively. Based on sample sized equation, the minimal sample sized of HCC was 40.94, and LC or CH was 35.84.
Statistical analysis
All data were analyzed using STATA software version 11.0, and presented in mean Figs 1 and 2 show the features of the VEGF-gene polymorphisms in rs699947.
There were significant differences in the distributions of allele C compared to A in all subjects (P<0.05), but no significant difference in SNP A>C vs. C>C (P>0.05) and genotypes distribution. Proportion of SNP -2578 A>C in CH-HCC-healthy subjects was more frequent than C>C (CH 1.8:1; HCC 1.4:1; healthy 1.7:1) but its proportion in LC was inversed (1:1.2). Genotype A was lowest in all subjects (5%-11%) and genotype CA (40%-60%) and CC (30-59%) were similar. Significant difference of allele distribution was found in healthy vs. LC, and HCC; LC vs. CH (P<0.05). Distribution of alleles based on HWE showed that allele C (65%-77%) was the most dominant followed by 26%-36% allele CA and 18%-27% allele C, but no significant difference was found between groups. Approximately 90% sequence showed deletion [18 base-pair (bp)] located at -2549, insertion deletion at -2547 until -2516) and 80% - Polymorphism of VEGF-gene rs 699947 in chronic liver diseases 90% without haplotype (Ht) CCGACCCC. However, there were not significant differences in deletion distribution in rs699947 sequence, insertion-deletion at-2547until -2526, and Ht CCGACCCC (P>0.05). Table 2 displays data concerning polymorphism of VEGF-gene rs699947.
The results of the Odd ratio (OR) analyses for alleles and SNP showed that allele A can predict the disease progression in LC to HCC (OR 2.26) and healthy to LC (OR 1.65). SNP A>C also can predict the disease progression in healthy to HCC (OR 1.41) and CH (OR 1.14). Table 3 displays the OR analyses for alleles and SNP. Polymorphism of VEGF-gene rs 699947 in chronic liver diseases 
Discussion
This study recruited HBV and HCV-infected subjects who were at risk of advanced liver disease (LC and HCC). These hepatitis B and C patients underwent or planned for anti-viral therapy. Overall, HBV is the most frequent etiology (58.54%), followed by HCV (21.14%) and non-HCV/HBV (28.57%) in LC-HCC. HBV potentially induces HCC directly via HBx protein that has a potential exon of retinoic acid receptor B and cyclin-A2 gene integrated to host DNA (usually regulator proto-oncogene and tumor suppressor genes). Production of surface protein (S and pre-S genes) in endoplasmic reticulum can indirectly induce chronic inflammation, regenerative hyperplasia, deregulation of transcription, and hepatocyte progression to carcinoma. Spontaneous mutation and exogenous damage of hepatocyte DNA may occur as the consequences of the integration of mutated DNA virus to host DNA and this condition can also occur in other hepatocytes ('daughter cells') [14] [15] [16] [17] . Similar with HBV, HCV can induce carcinogenesis via HCV-core protein. The mechanism of carcinogenic induction is related to the replication of positive polarity of single-stranded RNA. RNA virus cannot integrate in the chromosomal DNA host in the hepatocyte, but directly HCV has carcinogenic properties even if the hepatocytes have not seen chronic inflammation and/or cirrhosis.
Another condition occurs where activity of hepatocytes in chronic inflammation are related with increasing host DNA proliferation of specific hepatocytes (oncogene and growth regulator genes) [14] [15] 18] . Most SNP gene VEGF affect the VEGF excretion and secretion, which is located at promoter, 5'UTR, intron, and 3'UTR, consequentially influencing the activity of RNA transcription (initiation, elongation, enhancer and termination) and RNA translation. Integration of HBV and HCV in human occurred in the promoter gene. However, the virulence of HBV and HCV also play an important role in increasing activity of hepatocytes necro-inflammation. Previous studies focusing on mutation HBV (dominant sub-genotype B3) in Indonesian populations revealed that there are mutations at Enhancer II and basal core promoter (BCP; C1638T, C1753V, T1762, A1764) and precore (PC; 1896). These mutations may result in increased viral load [19] [20] .
SNP gene VEGF rs699947 in promoter is at -2578. Polymorphisms in the VEGF promoter are associated with susceptibility to hepatocellular carcinoma by altering promoter activity [11] . In this study, the frequency of SNP-2578 A>C among healthy, HCC and CH were lower than C>C and those among LC subjects A>C higher than C>C (P>0.05), but allele A distributions were significantly different with allele C (P<0.05) in the healthy group compared with HCC, LC, and CH subjects; and CH compared with LC subjects. According to our knowledge, there are two studies mentioning the location of SNPs VEGF at -2578. However, these studies were performed in HCC subjects only [8] [9] . These studies found that the frequencies of genotype and allele of rs699947 (-2578) and were similar to the findings in this study. Polymorphism rs699947 (-2578) has some correlation with mortality risk in Kong's study, those genotype CA and AA in SNP VEGF -2578 may increase mortality risk in HCC subject (HR 1.19; HR 1.69) [9] .
All subjects were dominated by allele C, and its frequency was higher among LC, HCC and CH subjects than healthy subjects. Two previous in vitro study were reported that -2578 CC genotype and -2578 C allele correlated with a higher VEGF production than the A allele and non CC genotype [21] [22] . The frequency of allele A among LC was lower than CH and HCC. This finding means that increases of allele A may cause an increase in VEGF activity due to induction by excessive hypoxia of hepatocytes such as in necro inflammation (chronic active hepatitis) and carcinogenesis (HCC). The processes of hypoxia and angiogenesis can advance together with fibrogenesis immediately after hepatocyte injury, progressively [23] [24] . Allele A in LC subjects was lowest (17.89%), meaning that neo-angiogenesis activity progresses more slowly than in HCC and chronic hepatitis subjects. This finding may be due to the fact that the number of hepatocytes in LC is relatively small and will be replaced by fibrotic cells. Activity of proangiogenesis mediators (VEGF, PDGF and PlGF) is used in LC to maintain hyperdynamic splanchnic circulation in portal hypertension [3] .
The deletion of -2549 (18 bp) and insertion-deletion of -2547 to -2516 in rs699947 sequencing in this study occurred in some subjects; however, no significant difference was found among subjects. Frequencies of the deletion of -2549 and insertion-deletion in HCC were similar to Kong's study (deletion: 42.22% vs. 52.9%; insertion/deletion: 48.89% vs. 39.9%) [9] . VEGF is a highly polymorphic gene with potential functional SNPs in cancer risk. Some widely studied SNPs, i.e., -2578 A>C (rs699947), -2549 insertion/deletion polymorphism, -460 T>T (rs833061), -1154 A>G (rs1570360), -634 G>C (rs2010963), +936 T>C (rs3025039), +1612 G>A (rs10434), are reported to be associated with multiple cancers but with controversial results. The most of SNPs VEGF gene were in promoter, linkage disequilibrium with each other, combined effects of these SNPs may be helpful to clarify functional role of these SNPs [9] [10] [11] . A 18 bp insertion/deletion (-2549) polymorphism was in absolute linkage disequilibrium (LD) with rs833061 [25] . Other previous study also confirmed mentioning of complete linkage between the -2578 and -2549 polymorphisms, there was completely linked between -2447 deletion G and -2578 A allele; and -2578 A>C was chosen as marker for all completely linked polymorphism in this fragment [26] .
According to our knowledge and Internet journal searching, there was no study that mentioned illness progression in chronic liver disease based on VEGF gene polymorphism studies. This study has concluded the occurrence of allele A and SNP A>C in DNA VEGF gene -2578 can predict illness progression in LC to HCC (allele A; OR 2.26) and healthy to CH/LC/HCC (SNP A>C, OR 1.14; allele A, OR 1.65; and SNP A>C, OR 1.41).
Limitations
Our study is limited by a number of factors that require attention. First, the study design was neither cohort nor nested case-control study. As we know, disease progression of CH to LC or HCC needs a long time period (10-30 years), and most of the patients that come to the hospital are already in advanced liver condition. Multivariate and regression models using more variables (clinical and SNPs DNA genes) were needed to design a better model for prediction of illness progression. Secondly, a hospital-based study can't reflect the real condition in the general population. Core biopsy was not done because approvals for invasive procedures and liver surgeries (liver resection or transplantation) were only rarely given, so we cannot examine the actual VEGF and VEGFR hepatocyte.
In conclusion, occurrence of allele A VEGF gene (-2587) and SNP A>C might predict illness progression from healthy to CH, LC or HCC and LC to HCC. 
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